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(57) Abstract: It is intended to provide an examination mi 
^ patient suffering from colon cancer and a patient with a high risk of colon cancer can be detected at a high ratio, and an examination 

reagent therefor. A remarkable difference in the distribution of sugar chain sulfating enzyme GlcNAc-6-sulfotransferase isozymes 
^ is found out between a noncancerous colon tissue and a colon cancer tissue/a colon adenoma tissue. Then, it is clarified that colon 
js«^ cancer and colon adenoma can be specifically detected by detecting GlcNAc-6-sulfated sugar chains in a definite range from tissues 
<S| or fecal samples of patients by applying the above difference. By using MECA-79 antibody (Pharmingen Catalog No. 0996 ID, 
00 Becton Dickinson) reacting with GlcNAc-6-sufated sugar chains specifically formed by enzymes occurring in colon cancer and 
ON colon adenoma, colon caner and colon adenoma can be examined. 

o 

(57) mm-. n*-e*n«A«&tf *nft<Dftttft0Aiia#€ttti]-*'& c t*t-e***»«»tf *»i*ii©»8r 
iz&iL-Digitt&B.tf#atm£®mt&. ««ttafl:8*GicNAc-6-«»3tfi»**©T-f v-tf-r juonrnzm 
© m^mmmt^mmRif^mmmmmt ©fa-ewg&^«*<fc-5 z t ^mta u ztizmm-tz z t iz & it-j 
r* ^H©GicNAc-6-ss^<bi»iiif $ A#»»*>3tflE£ttfr s>&at z> z t iz^ y *»« & # *juftn$ttB»i=£tH 
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m m m 

[0002] *mmw*m^xm, ^-m^^tcuxDm^m^mt^x^ 

C>fcfe{C^V^^tbTV^5^^^^^jfeKl^^S<^^t4^{450^60%T?fe?) % 3<M 
i©li-7^"iUttiMiS a(carcino-embryonic antigen, CEA), 
CA19-9, STX*^^fcl9^^©^J^S^©^^-^LTfflV^^,tLTV^S^^ 

[0003] mu$MtLx±m%z;¥biE¥tiz.#tfz>^ %¥*m&&. fcmz±mmm 

[0004] IE«*l»fcfcV^H^©«^bsaS*S*A/-t?ife5!P, ;tt»#fc*5V *sn© 

, &5VMtN-T-fe^/V^/V3f^^(aTrGlcNAcjfcV>5 0 ) ©6H8fcgfeflfti&M-5 ( 
*Wfi»D o Sf^ffiIM&«^iliai^V ^GlcNAc-6-«gl|te 
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[ooo5] mx«mnirmEc-Gicmc6sm6-mmm\cmc%&)$ir&i)\ z<omm^^ 
v^^M I 1 :! coGlcNAc^«b1"?.<5Dx^ mmmifcfox&i$&tiz>ffim<»wm 

m%Lm$%hfrX&mXlbZ> 0 -jj. GlcNAc6ST-l^I-GicNAc6STMHMb 

\J)>U GlcNAc6ST-l&m-GlcNAc6ST(D^ff#Mtt{4HBC-GIcNAc6STj;Dfe^ 
^tmmLXV^m^WX^3, 4) 0 i<7?fc#\ GlcNAc6ST-l^I~GlcNAc6ST 

xhw^^fh^.HEc-Gicmc&smm^mx^-mmmm^.'r^ 
[0006] y^^^o^^^*-^^y■fe7 0 ^-i-^•*r5W<bLrT^T|g$^^Tv^6 

*/^*--?vV£t#(MECA-79£T#) (##Ki&5) ^{k^^p B n ©GlcNAc 6-« 

HEC-GlcNAc6STg#Hf^ CHOiKBJia(/^^^~(Z)pm(D|fflflS)^C«^SA1"Si: 
, «*®^^^^(MECA-79)^»1-^^JI^ffl^S^i:^^^^rv^ ( 

[0007] ^^ff^titlilzawa, M. et a!., Cancer Res., 60: 1410-1416, 2000 

#Wf?Xm:$&22®B*$*m$^~*-WR£m&¥ffiM, PP. 42-43, 2002 
##ffcS:iSfc3:Seko f A. et aL, Glycobiology, 10: 919-929, 2000 
^FWWXm-.Seko, A. et al., Glycobiology, 12: 379-388, 2002 
##fpX^5:Streeter, P.R. et al., J. Cell Biol. 107: 1853-1862, 1988 
^fffcfcStorBruehl, R.E. et al., J. Biol. Chem. 275: 32642-32648, 2000 
;JH#ff£K7:Yeh, J.C. et al., Cell 105: 957-969, 2001 

[ooo8] mi]±mmm^w(coL02oimm)tiE^±m±&mmw(hv^^^A^mL 
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1rm~Zh%o aft> ^W?MJ5S^(COLO201«)tiE^li± l S^«(SW480il 

(Arbitrary Unit) &^f. 
[H!2]HEC-GlcNAc6STaW ^ GlcNAc6ST-l»{g^\ I-GlcNAc6STjf{g?-£BiAL 
TiMi-oV N "C 7 P—f^>^'^^^y-&^i'5MECA-79fel#:i©H^&^4^-f St? 
fe5o ««lflMmM«, (Arbitrary Untt)Sr^^„ 

[|g3]MECA-79^§rfflV^c*i#^:li«milW^^»^-t^t?&5o Catt* 

CH4]«l#^:MM^^^^IiMtcov >-CMECA-79^#:^v 
J3*-f-@-Cfc5. a-c^i3V^T, Ca^lSm^, Nft^±Bi»Sr^-t-o d^&^T, 

[IH6]MECA-79» (77-5>^^|rj7^n^-t0996lD) (DU^Xi^f^'tmX 
[IH73MECA-79 fcfc (77-5>-^V|b?7^n^^-^09961D) (D^n^^-f MX 

[0009] ^^T^WM^^Wco^^^Sv^lr^W-r^^^ 

[00103 *mw%mmmo®i%. wmmMimm\cmc-&-mwmwmm<DTw 
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fe%GkNAc-S-mmmmtK!&i-m&tLX, AG223 (Biochem. (Tokyo), 
124: 670-678, 1998), G152, G72, AG97, AG107, AG273, G2706, G27011, G27039 
(SJ,±, J. Biol. Chem., 273: 11225-11233, 1998)^W£aktLTV^„ Vis 

tc^b^<DG\ c mc-6-mmimmtmti-^t-dm^x\ ^ wmfrxm) . - 
ir^m^timmmm^ ^&3v ^%mxh<o, js^pi-sGicNAc-e-w^ 
^w^m^^w^nmm^x^uct^xmmKnm^mt^ 
toon] mh, *mm, mk%<wm, mm^^^xn^nh^m^m-z 

iS^^fcot, GlcNAc-6-«^feW^HEC-GlcNAc6STjt^i=- 
^mmrr^mm l-^&U GlcNAc6ST-lXffi-GlcNAc6STft^£r3§^-f 5« 

n(Dmif:«.GlcNAc-6-Mg»^^HEC-GlcNAc6STite^-^^AUc|ffl^ 
[C#£U GlcNAc6ST-l^{iJ-GlcNAc6ST3t^-7-^«ALfc^jlS[-»#^L^V^^ 

[0012] ^(DM^TfE-j^s: 

Rl-Gal ,9 l-3/4(S0 3 -6)GlcNA Ci 8 1-R2 

(^,Ri\mommm^x^M^ti^n&xhm^m^um^fim\ 

Gal j3 » J3 #7?h-x£^U GlcNAc 0 & N-T-ferfvW^=^>«U Gal 0 1 
-3/4f4, Gal £ (Dl&tGlcNAcjS ©3&S.^/X«4{4i:^^i-? ) r^^U, (S0 3 
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~6)HGlcNAc 0 <DWfcW&iMttV&^b&*U R2?i-3GalNAca , -3Gal 
$ X»~2Man a %MU GlcNAc j3 <Dl1lttC&&t&o ) ^Sft&M&ftt*. 

[0013] Sfc, #3PJW:, HKoa#KW^U«^-^«rRJS**» -©SSftSrS 
tW*u\ £©:/b-:/&/CHt, WfcHgGjWfc ^pt^a, 

affeja^*(i25i), sf*(^^^--tfx ta>*97*x7t*— &)&mf 

[0014] #3593 ft, GlcNAc-6-^^S^W^HEC-GlcNAc6ST«-?-^ai-S 

Ml£#£U GlcNAc6ST-lX^I-GlcNAc6STjt{s^Sr^mi"5^IS(C^#&U 

MECA-79fcfcft&l&<o 

fSfc, GlcNAc-6-«S»^HEC-GlcNAc6ST]te^^Abfc 
JSaiaiSl^F&U, GlcNAc6ST-lXm-GlcNAc6ST5tfeir^ALfc^^{£:{*#l5EL^ 

[0015] #3PJ! MXtt^lffilloW, fl^UttUffi* tc^L 

, Tie-is^ 

Rl-Galj3 l-SMSO^XSlcNAcjS 1-R2 
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•f-^MIU MECA-79Sl#:^^<o )T?fc5o 

[0016] GlcNAc6ST-l^I-GIcNAc6ST^fe*t)^^$^T,HEC-GlcNAc6STfc^^^^l? 
Rl-Gal 0 l-3/4(S0 3 "-6)GlcNAc 0 1-R2 

[0017] m^G\cm<^-mmmm<m^h^Ghmc & », »*fc*HH&fc 

StMOff ^(^fflSfc?)^ HEC-GlcNAc6STf^ft;£T*i££ftfc^T 
©GlcNAc |3 l-R2t^^%«^-r5tB*S^lW S2 Hli9I-"CV ^ (##fF£]tfc4 
% 7^) o itlfc^L"CGlcNAc6ST-lXt«-GbNAc6STtt, #fe^R2^^^^o^ 

HEC-GlcNAc6ST^«^^-fS^,GlcNAc6ST-m^I-GicNAc6ST55Sfc* 
5«aU6ftWT?**V>©tt, R2^-3GalNAc a X'fe5»^(«^^#^«S0 3 " 
-6GlcNAc J3 l-3GalNAc a -3Gal 3 ^fo5#£««»*3t»S0 3 

6GlcNAc (3 l-3Gal jS fc*«)£, -2Man a T?&5#g4fi^fc&©*3§ttSO s - 
6GlcNAc0 l-2Man«^5)-efc^t^JPJbTV^(J. Biol. Chem., 277: 
3979-3984, 2002S.^Glycobiology, 12: 379-388, 2002) 0 #$8W0>&£ifete*5V>T 

[0018] JWSrt-C GlcNA<r6-*^**M\ ^»©GlcNAc^«M^#APLT±IE 
<D£?lc6-«(t;GlcNAc(gp^ S0 3 "-6GlcNAc)^^1-5o L^U »K*»lZ*- 
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Gai0 l~3T?fc5(Gal/3 l"3/4fc^fBi-5)o ££»fc£*Ud)IlJtr, NeuAc«2-3/6 % SO s 
"-3/6, Fuc a l-2/3/4^#iP-r2.it^~^WI^^btbTV^5 0 £.0DRl£l$#te 

T^n^tb-S^^r-fe^o itf>fc&Rl$#«HEC-GlcNAc6ST, GlcNAc6ST-l-^ 
I-GlcNAceST^^OGlcNAc-e-a^b^^^^S^^ttirfiP^ 1 ? #fcV \, 

[0019] zo&tmm&Gi-z&Mtt. ±m$mm^&mzwm^ffix»mbtitc 

Enzymology, 312: 160-179, 2000; Methods in Molecular Biology, 199: 203-218, 
2002ft^)£J3 V ^#5^/5* tU&S„ 

[0020] ^mx^m^^G\cm<^-mkitmmit±m^(D^b'r±mm(Dm^.mm 

m£>tkmm®^\ tft, ^mx^m^ti^e-mmimm\t±m^^b&^b\z 
m?>bhbhb%¥±mK^tcfr, ±Mo®mtt*±m\m&ttMm%xfi 
*mmmvmmz.b<m®bmjihftz> 0 ^-xmmix gmm^tix^m 
^^^y^m^tcmm^^xmmm^^bm^(ox\ *®w<nij 
fe&mirm, %¥±mommmv±mmmmzn®&5b%k.btbz> 0 
ktf, mnmfcxfrm*MMmrz*K *%wm&i-zzb&nm-tz>h<Dxi* 

[0021] £1\ thS*(D^MilB«fciE^«±^«{COV^TRT-PCR^ffl^ 

RT-PCRlfJfffC&l^ HEC-GlcNAc6ST5t^^(Genebank AF131235)3§g,C# 
tfcJfflOPCR^^—tbTupper strand#|(4|E?lJ##l, lower strandfIiJ(i|B^J# 
^2(D^^)r3%^if^-Y^m V ^(Tm=59 c CX GlcNAc6ST-lit^^-(Genebank 
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AmiU51)m^MWi^<D^'y^— £LTupper strandii|K@B^J#^-3 v lower strand 

(Genebank AF176838)^m^ffl^©PCRy^'l'-r-i:LX, upper strandftljttia^i# 
^5, lower s(JandflJ{igHW-^6©-a'^y^^^^K?rfflV^fc(Tm=60 < iC)o 

^-©^^l2ilalC^1- 0 HEC-GlcNAc6ST5t^T-^S<^mb, GlcNAc6ST-lR 
OT-GlcNAc6ST»fe^£^/^3£mU£V «£LT , COLO201j?M^§!il$ft 
*M^*->«-f «WS-C*><K:i*tW!BUt. Sfc, HEC-GlcNAc6ST»^^ Sr 
K£A/J3SS*1*, GlcNAc6ST-l^Tjq-GlcNAc6ST5tfe^&*S V&&t*im&b 

[0022J ^mome-mm^mmmm^^r^oyrMommtcD^m^j- 

, 4^, 30 min. HWftteZymed Laboratories^ ^f-^fei^^MgM^, 4t:, 30 
min.)t?^feLfc^t>fcFACScan (Becton Dickinson*±) t^T^n-lMr^r-yHSfflf 

mmm?imvrW%zmibK^i- 0 meca-79» {yr-^y^y^m^^m 

^-099610, ^yy-f^yvy^WM) ^OLO20iMhfc<5OSU 

TSA-SW480» £50Sfe<Di&V «T-fc9 , ^BlSS^Wf Wtfe4(CjgLfc^:«n?fc 
5C.toflS8IWUfc. Ztlttl-X, ttmbLXR}\,VcG72ffim3. Biol. Chem. 
273:11225-11233, 1998) «COLO201»tTSA-SW480^^(DM^(Dil^i:^ 

•mm 2 

[0023] -^mMmxmEC-GhNAcGSTMB^, GlcNAc6ST-ljfrf£T- , I-GlcNAc6ST»fc- 

=f- ^MMAtfciiairMifco cmfe>roiafiSfcov ^MECA-79ei#£ffl v * 

HEC-GlcNAceSTO^-T-^AlffllS^^t^^CGenebankAFlS^SS)^ 
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t ftate^f (Genebank AB01 1451)?rpIRESlhygro^^- KM AUfc* ©££3 V \ 
I-GIcNAc6ST(^fe^AlBJao^K:r±3ftfe^(GetiebankAF176838)tr 

[0024] MECA-i9wm^x^mmm^m^m^<D±mmm.mmmm 

g/ml<©MECA-79^#:^V\ ^7yHgM^&&~^&H~5^$ r '-#:tf>f£ 
^dr^h(Vectastain)^^|±0|»P^«:M!9(v:fflVNrtTofc 0 

0%), *»(ca)Kaiw*io«(^KKj**jtb*vfc. m^^-xm\mucm 

[0025] M^^6¥^^4(^-f 0 

g|4b[j\ (SICM^, AG107^#:^ffl^T^fefct3^^i-c AG107^]^ttig^ 

Mfc^V^#^©GlcNAc-6-«M^^^^S^ffl-r5MECA-79©j:5*feT: 

frxm^mm*hz>z.ktft?frz> 0 
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[0026] xmnmxn, ±mm^<7)m^mmm^xuECA-im^m^tmm^ 

t^0.1g^ttffl^^7T~(10 mM PBS, 1% BSA, pH 7.5)lml'*>tz:#18$L 4"C, 
8000g, W£m.>l>%m$T\'\ #Wc±^40 M L^/Wr-120MLSD^f-y 
-f/VbUto ^tL^PVDFli (Immobilon, ^#7\ Lot K2JN2659B){ei$3l:/P;yhU 
^^SJ^^P^UfcOt,, MECA-79^, ^^TL^MgMfeifr, PODSfflft- 

\LX%&tSHfz a 

zm^ms^-t, *mmmm>mmm\ ±t&mmmmmmm> 
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^K#:^ s GlcNAc~6-M^W^HEC-GlcNAc6STa^^^mi-5lia^{- 

\m&U GlcNAc6ST-lXSI-GIcNAc6ST3l^-?-^^AL7t^J!S^«#&L*V \&» 

[33 H&iBW^flB-^ 

Rl-Gal $ l-3/4(SO -6)GlcNAc £ 1~R2 

Gal J3 J3 #5^*-*£^U GlcNAc 0 {4 j3 N-T-fe^/V^/Vnf-^^^gL, Gal /? 1 
-3/4ft, Gal 0 (DUiLtGkNAcB (D3&Rrf/Xtemktfffi&1rZZb%JFU (S0 3 
-6)»GlcNAc 0 ©6#^«X;W^LTV^i£r^U R2ft-3GatNAc a , -3Gal 
3 X&-2Man a Sr«U GlcNAc 0 ©^(C^i-S, ) -e^$^5»^#-rSW* 

[5] ms&otm, w$i%L<}±Mmxttzfib<Dffiftmz.m-%, meca~79wx 

[7] GlcNAc-6-WSW^^HEC-GlcNAc6ST»^^^.1-§^lia^«L, 

GlcNAceST-lXttl-GlcNAceSTa^^^^-r^MtfiMLfeV^^Xfm* 
ICU^EUCV ^^1-5Mt#MW^SJS1-5^MS.b, MECA-79 « 

£&&<o )o 

[8] GlcNAc-6-«^g»^^HEC-GlcNAc6STi»S^^^AbfcK8lS \m&U 
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fcL^#£Uev M&rtstMStettAti meca-79^ 
[9] «jSX(i«Wt«, {*^U»3Sffi#fc#£U TIE~« 

Rl-Galj3 l-3/4(S0 3 -6)GIcNAcj3 1-R2 

Gal 0 tt ^ #7?h-*£SU GlcNAc (3 1± 0 N-T±^^;U^V^mU Gal j8 1 
-3/4f3\ Gal j8 Ol^tGlcNAc j3 ©3»TJ?/X«4fi:t/iS^i"5^t^L N (S0 3 
-6)|£GlcNAc 0 ©6{^MS/W#IJLT^5^£^U R2fi~-3GalNAc a , -3GaI 
0 X5±-2Man a ££U GlcNAc 0 <Dtf£lC£r&1-5 0 ) T?^£;ft3^ll£*1-3fciM 

mmm\tmrfm^m.u meca-79«£i&< 0 ) 0 

[10] MECA-79»XteflM^7-9<DV ^m*~mz^<r>m&%&&hlTZ*&i 
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[2004^11^40 (04. 11. 04) WffiMfi&W. : aS^*0©ti*<7>$EH7-lO[;£ 

feoT, i$n#^ GlcNAc-6-M»#^* HEC-GlcNAc6ST M^^M 
•f-ZmMZft&U GlcNAc6ST-l Xf± I-GlcNAc6ST it^f SWJfifc 

2. BUlB^C^, GlcNAc-6-«ffi#^# HEC-GlcNAc6ST jfrfS^^A 

LfdM£#&U GlcNAc6ST-l i-GlcNAc6ST S^£*iALfcl$fl&f£ 

3. t&fB^»TfE-« 

Rl-Gal j3 1-3/4 (S0 3 -6) GlcNAc £ 1-R2 

V\ Gal/3 f*0 $7? j>-*£iftU GlcNAc j8 flN-Tlr^/l^Vl^f-S; y% 
m U Gal j3 1-3/4 1% Gal j3 © 1 f&£ GlcNAc ]3 © 3 f^^/Xf* 4 fe£ 

^■ir^^t^U (so 3 -6) ft gicnac j3© 6 -CfcJdeftBfe^dSf^n v "» S Sr 
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PURIFIED RAT ANTI-MOUSE PNAd CARBOHYDRATE EPITOPE (CD62L 
Ligand) MONOCLONAL ANTIBODY 

PRODUCT INFORMATION 

553863 (Was:09961D), 0.5 mg 

Purified anti-mouse PNAd Carbohydrate Epitope (CD62L Ligand) 
MECA-79 

Collagenase-dispcrscd BALB/c lymph node stroma 1 
Rat (Wlstar) IgM, k 

Purified immunoglobulin in 10 mM phosphate buffer, pH 7.2 
with 500 mM NaCI and 0.09% (w/v) sodium azide. 

SPECIFICITY 

The MECA-79 antibody reacts with sulfate-dependent carbohydrate epitopes of peripheral lymph node addrcssln 
(PNAd). 2 TheMECA-79-rcactlve antigen is closely associated with the carbohydrate llgands for L-selectln (e.g., CD34, 
GIyCAM-1, MAdCAM-1), which are expressed on high endothelial venules (HEV) in lymphoid tissues and at sites of 
chronic Inflammation. 12 ' 3 ' 4 ' 5 ' 6 Cross-reactivity with human. 3 - 4 ovine. 7 bovine. 7 primate. 7 and porcine 8 tissues has been 
observed. MECA-79 antibody inhibits L-selectin- dependent lymphocyte and platelet homing to lymph nodes in v/vo 1 - 9 
and in vitro adhesion to lymphoid tissue HEV 1 ' 4 and Immobilized PNAd. 3 810 

PREPARATION AND STORAGE 

The antibody was purified from tissue culture supernatant by affinity chromatography. The antibody solution should be 
stored undiluted at 4°C. 

USAGE 

This antibody has been tested by immunohlstochemlcal stalnlnc OHO of dtrate-oretreated formalin-fixed rjaraffin- 
embedded sections (5 - 20 ug/ml) to as: 



specificity and reactivity. Other reported applications Include IHC of acetonc- 
litatiori 2 ' 3 western blot analysis, 10 and in vitro and in vivo adhesion 



blocking. 1 AMM since applications vary, each 

Caution: Sodium azide Is a reversible Inhibitor oT oxidative metabolism; b 

agent must not be used In cell cultures nor Injected Into animals. Sodium azide may be removed by washing stained cells or plate- 
bound antibody or dlalyzlng soluble antibody In sodium azide-iree buffer. Since endotoxin may also alfecl me results of functional 
studies, we recommend the NA/LE™ (No Azicfc/Low Endotoxin) antibody format for fa vitro and In viva use. 
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